| MATERIALS AND METHODS

| Reagents and mice
MiR-15a/16 −/− mice (C57BL/6) were obtained from the Jackson Lab- were also determined by the same kit.
| ELISA
| Flow cytometric intracellular staining
Intracellular cytokine production was determined using a staining kit (eBioscience). For IL-10 detection, B lymphocytes were cultured in the presence of Brefeldin A (10 μg/mL) for 4 hours at 37°C. For IFN-γ measurement, lymphocytes were stimulated with PMA (50 ng/ mL)/ionomycin (5 μg/mL) in the presence of Brefeldin A for 4 hours at 37°C. After lymphocytes were stained with surface markers, they were fixed, permeabilized, stained with cytokine or isotype antibody and analysed by flow cytometry. 
| Coculture of B and T cells
| In vivo mouse tumour models
When H22 cells (2 × 10 6 ) were subcutaneously injected into mice
) sorted form KO mice were injected into the tail veins of tumour-bearing mice every day. Tumour diameters were also documented every day. On day 30, mice were sacrificed and tumour tissues were isolated.
| Western blot
Proteins of CD19 + Tim-1 + cells either from miR-15a/16 −/− or WT mice were extracted after the lysis buffer (KeyGen, Nanjing, China)
was added into cells. After being separated on SDS-PAGE gels and transferred onto polyvinylidene difluoride (PVDF) membranes, proteins were stained with first and secondary antibodies sequentially.
The blotting signal was developed using an ECL kit (KeyGen) and analysed with the Gel-Pro32 software.
| Lentivirus infection
Lentivirus-expressing miR-16-1 (LV-miR-16) and a control lentivirus (LV-control) were provided by GeneChem (Shanghai, China). 
| Statistical analysis
Differences between the two groups were analysed by Student's t test. Data were evaluated by one-way ANOVA followed by Dunnett's test between control and various stimulation groups. Significant differences were indicated when *P < 0.05, **P < 0.01, and ***P < 0.001. (Figure 1E ). Serum IL-10 level of aged KO mice was also higher than that of aged WT mice and young KO mice ( Figure 1F ). Thus, there was a B cell population with IL-10-producing activity in the aged KO mice. and Erk activation induced by TLR controls IL-10 expression. 27 The inhibition of STAT3 blocked IL-10 expression by CD19 + Tim-1 + cells, suggesting that using STAT3 inhibitors in tumour patients also retards B10 cell development.
|
| DISCUSSION
Ectopic expression of miR-15a and miR-16-1 has been shown to up-regulate 265 genes and down-regulate 3307 genes. 28 We found Western blot after the miR-16 lentivirus transfection. Each experiment was repeated at least thrice. *P < 0.05; ***P < 0.001
